OXIDASE
oxidase 3 . Moreover, methylene blue was shown to be a strong inhibitor of the overall reaction. Oneelectron acceptors are also ineffective with the Dspecific enzyme; however, methylene blue and 2.6-dichlorophenol-indophenol are able to reoxidize the reduced D-6-hydroxynicotine oxidase. In the presence of these dyes the rates of the overall process are higher than those with oxygen. Compared to the spectrum of riboflavin, HNOflavin showed at pH 7 a hypsochromic shift of the peak at 370 nm to 346 nm. It was further displaced to 341 nm at pH 2.2; this shift reflects an additional protonation of the amino acid. In 6 N HCl the absorption band of riboflavin at 395 nm was displaced to 370 nm in HNO-flavin. This spectral behaviour is characteristic for 8a-substitution of the flavin nucleus 2-4 .
The fluorescence intensity of HNO-flavin was pHdependent. The maximal intensity at pH 3.2 was quenched by 86% at pH 7.0. The pK of fluorescence quenching was 4.65. This suggests a secondary or tertiary amino group attached to the flavin 5 . For synthetic 8a-histidyl-riboflavin, containing predominantly the ^-3-isomer, a pK of 4.7 was found. HNO-flavin, obtained with aminopeptidase, migrated identically with the iV-3-isomer of synthetic 8a-histidyl-riboflavin in thin layer chromatography on cellulose with n-butanol-acetic acid-H20 (2:1:2).
A comparison of synthetic 8a-histidyl-flavin and HNO-flavin is given in the Table. Since FAD is the coenzyme of D-6-hydroxynicotine oxidase, these results are taken as evidence that this enzyme contains 8a-(7V-3-histidyl) -flavin-adenin-dinucleotide in the active center.
